relevance and specific treatment regimens, accurate species identification is of utmost importance.
Introduction
Nontuberculous mycobacteria (NTM) are environmental bacteria that incidentally cause opportunistic infections in humans. Human diseases due to NTM include pulmonary disease, lymphadenitis, cutaneous disease and disseminated disease. Among these, pulmonary disease is the most common manifestation. [1] To determine the clinical relevance of NTM, the statement of the American Thoracic Society (ATS) and the Infectious Diseases Society of America (IDSA) offers an important support to guide clinicians. [2] At present, more than 160 distinct Mycobacterium species have been validly published (http://www.bacterio.net/mycobacterium.htlm). The clinical relevance of isolated NTM differs strongly by species, with a spectrum ranging from species which should nearly always be considered pathogenic to typical saprophytes. [1] Optimal treatment regimens also differ by species with major differences between slowly and rapidly growing NTM. Because of these differences in clinical and biochemical tests were in normal range with the only exception of lactate dehydrogenase (LDH), which was elevated. No other risk factor for particular NTM lung disease was found.
Apart from cultures for common bacteria, three sputum samples were sent to our laboratory for mycobacterial culture. Samples were treated according to standard procedures. Lowenstein-Jensen (LJ, bioMeriex, Marcy l'Etoile, France) slants were used for solid culture and vials of the Bact-Alert three-dimension (3D) automated system (bioMeriex, Marcy l'Etoile, France) was used for liquid culture; both incubated at 37°C. Acid-fast staining was positive (5-10 bacilli/field) for one of the three sputum specimens, while acid-fast bacilli were isolated from two specimens after 2 weeks incubation in the Bact-Alert 3D system, followed by a positive LJ culture 20 days later.
For identification of the recovered isolates, the following commercial kits based on DNA strip technology for the molecular identification of mycobacteria were used: GenoType mycobacterium common mycobacteria (CM) which identifies 22 of the most frequently isolated species of NTM and the M. tuberculosis complex, and GenoType additional species (AS, Hain-Lifescience, Nehren, Germany) which identifies an additional 13 less common species. The banding patterns obtained for GenoType CM was genus-specific (bands 1, 2, 3, 10) while the banding patterns obtained for GenoType AS (bands 1, 2, 3, 6, 12, 14) was specific for Mycobacterium celatum.
For further molecular, identification of the strain (AT-249) a region of 839 bp of 16S rRNA gene and a fragment of 440 bp of the 65-kDa heat shock protein (hsp65) gene were sequenced in an automated DNA sequencer (3730 DNA analyser, Applied Biosystems) using the Big Dye terminator sequencing kit (Applied Biosystems) and the previously described primers. [6, 7] The sequences were aligned with the sequences of GenBank (www.ncbi.nlm.nih. gov) databases. The sequence of 16S rRNA and hsp65 genes show 99.9% (838/839 identities) and 99.4% similarity (358/360 identities), with the respective sequences of the type strain of M. kumamotonense (strain CST7274) [ Figure 1 ]. In addition, the 16S rRNA sequence show 99.6% (477/479 identities) similarity with M. kumamotonense sqvs FI-10008 and FI-08055 (GenBank accession number JN57117-9), and 99.4% (476/479 identities) similarity with sqv FI-07082 (JN571177) [5] [ Figure 2 ]. According to sequencing results, the strain identified as M. kumamotonense. The 16S rRNA and hsp65 sequences have been deposited in GenBank with accession numbers HQ332524 and HQ332525, respectively.
The polymerase chain reaction (PCR) product of hsp65 was further used for restriction fragment length polymorphism analysis. The PCR product digested with HaeIII (New England Biolabs) and BsteII (New England Biolabs) and the restriction mixture was run on 3.5% metaphor agarose gel (Camprex Bioscience, Rockland, Inc.) at 100 V. BstEII digestion produced two fragments of 325, 1115 bp and HaeIII digestion produced four major fragments of 128,123 60 and 40 bp (data not shown).
The minimum inhibitory concentration (MICs) in μg/ml of drugs selected for their activity on slowly growing mycobacteria were determined using commercially available microdilution plates (SLOMYCOI, TREK Diagnostic systems) following the Clinical and Laboratory Standards Institute recommendations. [8] The antibiotics tested and the MIC obtained (in parenthesis) were: Amikacin (8 μg/ml), rifabutin (<0.25 μg/ml), ciprofloxacin (2 μg/ml), clarithromycin (0.5 μg/ml), ethambutol (2 μg/ml), ethionamide (>20 μg/m), isoniazid (>8 μg/ml), linezolid (4 μg/ml), moxifloxacin (1 μg/ml), rifampin (1 μg/ml) and streptomycin (32 μg/ml). The strain considered as susceptible in vitro to amikacin, clarithromycin, rifampin, ciprofloxacin, moxifloxacin, rifabutin, ethambutol, linezolid, and resistant to isoniazid, ethionamide and streptomycin.
Unfortunately, we could not trace the patient from whom the M. kumamotonense strain was isolated. As the species isolation and identification were performed long after sputum sample collection and the patient traveled away Greece immediately, his follow-up was not successful.
Discussion
We report for the first time in Greece the isolation of the To determine the clinical relevance of NTM, the statement of the ATS/IDSA offers an important support to guide clinicians [2] consist of the following criteria: (1) Pulmonary symptoms, nodular or cavitary opacities on chest radiograph, or a HRCT scan that show multifocal bronchiectasis with multiple small nodules, (2) appropriate exclusion of other diagnoses, such as tuberculosis and (3) positive culture results from at least two separate expectorated sputum samples. Our case met these diagnostic criteria with a nodular lesion in the right upper lobe and enlarged hilar lymph nodes on HRCT scan, positive culture results from two separate sputum specimens, and negative results for M. tuberculosis. According to ATS/IDSA criteria, the recovered M. kumamotonense strain was considered as clinically relevant.
There is limited information in the literature about the distribution and clinical relevance of M. kumamotonense. This species were described in 2006, on the basis of a single strain isolated from a sputum sample. [4] No clinical information is available about the patient from whose sputum the original strain was isolated. In a survey of 150 strains belonging to M. terrae complex Tortoli et al. analysed 31 M. kumamotonense strains and concluded that M. kumamotonense along with M. arupense, are the species most frequently isolated and a large degree of sequence variability is present in all of the investigated housekeeping genes of the studied M. kumamotonense strains. [5] Three M. kumamotonense strains have recovered from pulmonary specimens in Spain and another four strains in Canada. [9] Unfortunately, there is no clinical information about all these recovered strains. Finally, only one case of generalised lymphadenopathy due to M. kumamotonense in an HIV-positive patient has been reported; the patient was treated with an antituberculosis regimen for 10 months. [10] The same paper also reported the misidentification of the strain as a member of the M. tuberculosis complex by commercial probes (Accuprobe and INNO-LiPA Mycobacteria). In our case, the use of the commercial identification test Genotype Mycobacterium AS misidentified the strain as M. celatum. The sequencing analysis of the hsp65 and 16S rDNA genes led to the correct identification of the strain as M. kumamotonense.
The information about the susceptibility/resistance of this species is limited. Tortoli [3] suggested that M. kumamotonense is susceptible to amikacin, clarithromycin, rifampin, ciprofloxacin and moxifloxacin. Our results are, in concordance with this suggestion. [3] 
Conclusion
We report, for the first time in Greece, the isolation of the novel species M. kumamotonense from an immunocompetent patient with pulmonary infection and latent tuberculosis. M. kumamotonense should be listed in the aetiologies causing pulmonary infection. This report should increase the awareness for the ubiquity to this species and raise, the index of suspicion for the detection of the pathogen, particularly in a patient with latent TB. In addition, more attention should be given to the use of currently available commercial assays for the correct identification of NTM. The introduction of more advanced molecular diagnostic methods as sequencing analysis of the 16S rRNA and hsp65 genes improved the ability to identify less CM species as M. kumamotonense.
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Introduction
Scrub typhus is a rickettsial disease caused by the bite of larval stage of trombiculid mite (chiggers), which are usually found in the areas of heavy vegetation. It is a febrile illness where classical case description includes lymphadenopathy,
